Mice. Mice obtained a regular diet and drinking water ad libitum and under controlled conditions (22°C, 55% humidity, and 12-hour day-night rhythm). Only males were used in this study.
as described before [2] with the minor change of using the nucleoside analog Lamivudine as an internal standard.
Methylated DNA immunoprecipitation followed by hybridization to CpG island microarray. The enrichment of the precipitated fraction in methylated DNA was measured by real-time RT-PCR of the methylated CryaA gene and unmethylated Aprt gene on both DNA fractions ("methylated DNA enriched" and "input"). The Agilent G4811A array (printed using 60-mer SurePrint technology) originally designed based on the UCSC genome mm8, each contains 95,830 probes that tile through each of the 15,342 CpG islands. Each probe on the array was identified by its location on the genome and its associated gene(s) based on UCSC annotations. To increase statistical significance of the obtained results, all CGIs whose delta Zscore values were lower than 0.7 were excluded from the resulting tables. Thus, all methylated CGIs in this study (having the mark "1") have a high and a highly statistically significant methylation level.
Methylation-sensitive restriction enzymes (MSRE) PCR. One microgram of each DNA
sample was digested in a 80µl reaction volume by HpaII or MspI endonucleases according to the manufacturer's instruction (NEB, MA, USA). The quality of digestion was assessed by gel electrophoresis; two microliters of the reaction mixture were used as a template for PCR. The intensities of the resulting bands in a gel were compared between experimental groups following normalization to the intensity of a PCR product of the control CryaA gene which does not contain HpaII/MspI recognition sites. Supplementary Table 5 . Supplementary Table 1 : Chronic inflammation-induced pattern of CGIs' hypermethylation at the late precancerous stage. Arbitrary methylation levels, as determined using MeDIP followed by hybridization with CpG island microarray, of CGIs in the liver of Mdr2-KO and control Mdr2 -/+ mice (FVB/N, 12-month-old), in non-tumor (NT) and tumor (T) liver tissues of Mdr2-KO mice (FVB/N, 16-month-old), and in colon, brain, kidney, liver, lung, pancreas and spleen tissues of healthy C57BL/6 mice (3-month-old). Increasing levels of methylation: "-" (0% -10%), "0" (11% -69%), "+" (70% -100%). Location of a CGI in a gene: "P"promoter, "I"inside gene body, "D"downstream gene body, "U" -unknown. The first 30 CGIs of 30 genes were specifically hypermethylated in the Mdr2-KO liver at the late precancerous stage (12-month-old mice of the FVB/N strain) but mostly not in other murine tissues (3-month-old mice of the C57BL/6 strain). Mdr2 -/+ liver at 9 and 12 months of age. Gene symbols of the selected genes which comprise four groups based on different age-dependent methylation patterns (see Fig. 3 
) in
Mdr2-KO compared to Mdr2 -/+ liver at the precancerous stages (9-and 12-month-old mice). 
